The Pichinde virus RNA did not possess the following characteristics of eucaryotic mRNA: polyadenylic acid sequence, capped methylated structure, and ability to direct protein synthesis in vitro. Polysomal RNA extracted from cells infected with Pichinde virus reannealed with 32P-labeled virus RNA, protecting about 60% of the latter against RNase digestion. The polyadenylic acid-containing polysomal RNA also reannealed to the 32P-labeled virus RNA to approximately the same extent. These findings indicate that the major part of the genomic RNA of Pichinde virus is negative stranded.
Pichinde virus, a member of the arenavirus group, is an enveloped virus that contains single-stranded RNA. Five RNA species with sedimentation coefficients of 31S, 288, 22S, 18S, and 4-5S have been extracted from purified virions (1, 3, 11) . The 28S and 18S RNA are of host ribosomal origin (4) . The mode of replication of Pichinde virus is largely unknown. The presence of ribosomes in the virions of Pichinde virus suggests that positive-stranded RNA might be present; however, the presence of an RNA polymerase suggests that the virus is negative stranded (2) . As an initial step in investigating the mode of replication of Pichinde virus, the present study was undertaken to examine the virion RNA with regard to properties associated with mRNA and its relation to virusspecific polysomal RNA in infected cells.
The presence of polyadenylated sequences at the 3' termini (8) , the presence of a capped and methylated structure at the 5' termini (6, 9, 10) , and the ability to stimulate the incorporation of amino acids into an acid-precipitable product in an in vitro protein-synthesizing system were the characteristics of mRNA that were examined. We found that Pichinde virus RNA did not contain extensive polyadenylic acid [poly(A)] sequences, as indicated by the lack of binding of32P-labeled virion RNA to oligo-deoxyribosylthymine[oligo(dT)]cellulose. To minimize internal steric hindrance, the RNA was further digested with pancreatic and T1 RNases, which should yield only poly(A) sequences. Such digestion of Pichinde virus RNA failed to yield a product that would bind to oligo(dT)-cellulose. We were also unable to find evidence of capped and methylated structures by examining the products of digestion of about 107 cpm of 32P-labeled virion RNA by Penicil- (1) . RNA was extracted by phenol-chloroform (14) and centrifuged in a sucrose gradient. The high-molecular-weight RNA species were pooled and examined by electrophoresis in 2.4% acrylamide-0.5% agarose as described (4) . Fig. 1 and has a specific activity of 1.5 x 105 cpm/lug. b Approximately 5,000 cpm of 32P-labeled virion RNA was added to various concentrations of polysomal RNA in 2x SSC (SSC = 0.15 M NaCl plus 0.015 M trisodium citrate, pH 7.5) and 0.1% sodium dodecyl sulfate in a final volume of 0.1 ml in a capped ampoule. All samples were in duplicates. The reaction mixture was boiled for 5 min and incubated at 680C for 18 h. The reaction mixture was then slowly cooled to room temperature. A 0.3-ml portion of 2 x SSC was added to each ampoule. The samples were divided into two equal portions, one of which was treated with 50 jug of RNase A per ml and 25 U of RNase T1 for 30 min at 300C. All samples were then acid precipitated and assayed for radioactivity. A background of 220 cpm was subtracted.
significant degree. To demonstrate that complementary RNA was mRNA, polyadenylated RNA was selected from the polysomal RNA preparation by passage through oligo(dT)-cellulose. There was no significant hybridization when polyadenylated RNA from mock-infected cells was mixed with the 31S and 22S RNA; however, the polyadenylated RNA from the polysome of infected cells rendered 59.8% of the 31S and 22S RNA resistant to RNase digestion' ( (2) . Together with the data present in this communication, these observations strongly suggest that Pichinde virus, a member of the arenavirus group, is negative stranded.
